. Curvature-dependent septin localization in fungal cells. A. gossypii curvature analysis. (A) Graphical explanation of positive versus negative curvature as viewed from the cell interior. (B) To assess the accuracy of curvature measurements, curvature was measured of beads of known size. The red line denotes the expected curvature for a perfect 4-µm bead (κ = 0.5 µm -1 ); the dotted black line denotes the measured distribution mean (κ = 0.54 µm -1 ). (C) Workflow for analysis of curvature from the internal surface of A. gossypii cells. Figure S3 . Analysis of septin adsorption to bilayer-coated beads. (A) Coomassie staining of recombinantly coexpressed and purified Cdc10, Cdc3, Cdc12-TEV-6HIS, and Cdc11-SNAP after removal of the 6xHIS tag by TEV protease. (B) Yeast septin adsorption to 1-µm bilayer-coated beads at 250-nM septin complex concentration at varying salt concentrations. n ≥ 39 for each salt concentration. (C) Coomassie staining of recombinantly coexpressed and purified Cdc10, Cdc3, Cdc12-TEV-6xHIS, and Cdc11α6-SNAP after removal of the 6xHIS tag by TEV protease. (D) Pelleting assay of 500 nM WT-SNAP and Cdc11α6-SNAP complexes in high salt concentrations, which prevent polymerization, and low salt concentration, which promote polymerization of the WT complex. (E) Fluorescence correlation spectroscopy autocorrelation curves of WT-SNAP488 and Cdc11α6-SNAP488 complexes in 300 mM KCl. n ≥ 9 measurements for each complex. (F) Normalized adsorption of 100 nM 6xHIS-GFP complexes to 1 µm (κ = 2 µm -1 ) and 3 µm (κ = 0.67 µm -1 ) beads containing 2% DGS-Ni 2+ NTA lipids in 100 mM KCl. Although distributions were found to be different, 3 µm (κ = 0.67 µm -1 ) beads actually displayed a slightly higher mean septin adsorption. This trend was opposite to the trend observed with septins on the same bead sizes. We attribute the statistical difference to a large sample size (1-µm beads: 367 and 3-µm beads: 284), rather than a relevant experimental difference between the two bead sizes. For visualization of fold enrichment, data were normalized to 3-µm beads. (G) Coomassie staining of recombinantly coexpressed and purified SEPT2-6xHIS, SEPT6, and SEPT7-Strep complexes. (H) The yeast septin complex may arc, producing a complex that has a preferred geometric relationship with curved membranes. (I) Alternatively, the human septin complex has been shown to hinge in the middle, which could be the basis for curvature sensing. ***, P < 0.005. Video 1. Cdc11a-GFP localization in A. gossypii during cell growth. Entire z-series of endogenously tagged Cdc11a-GFP were acquired at 1-min intervals and are displayed as a maximum intensity projection. Images were acquired using structured illumination microscopy (DeltaVision OMX V4; GE Healthcare).
Video 2. Septin dynamics in vitro on supported lipid bilayer-coated beads. Septin adsorption (100 nM Cdc11-SNAP488 complexes, green) over time on a mixture of 3-and 5-µm beads coated in 75% PC, 25% PI, and trace Rh-PE (magenta) lipids. A single plane was acquired by simultaneous imaging of the two channels with 4-s intervals on a laser scanning confocal microscope (A1; Nikon). 
